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(57) ABSTRACT 

Provided are in vivo screening methods to detect and identify 
substances that affect neuronal viability, and/or prevent neu 
rodegeneration, and/or confer neuroprotective effects The 
screening methods utiliZe recombinant C. elegans expressing 
a detectable marker in neuronal sub-groups and the use of 
neurotoxins speci?c to speci?c neuronal cells. Also provided 
are methods for identifying modulators of neurotransmitter 
transporters such as the dopamine transporter. Therefore, the 
invention provides methods for identifying substances that 
can be used in the prevention and therapy of neurodegenera 
tive diseases. 

25 Claims, 8 Drawing Sheets 
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ASSAY FOR TOXIN INDUCED NEURONAL 
DEGENERATION AND VIABILITY IN C. 

ELEGANS 

The present application is a continuation of US. applica 
tion Ser. No. 09/888,233, ?led Jun. 22, 2001, now US. Pat. 
No. 6,894,205. 

This invention Was made With government support under 
grant number DK58212 awarded by the National Institutes of 
Health. The government has certain rights in the invention. 

BACKGROUND OF THE INVENTION 

1. Field of the Invention 
The present invention relates generally to the ?elds of 

neurobiology and neurodegenerative diseases. More particu 
larly, it-concems the development of screening methods to 
detect and identify candidate molecules that confer neuropro 
tective effects folloWing toxin-induced neuronal damage. The 
invention describes in vivo screening protocols using a 
recombinant C. elegans that expresses a detectable marker in 
sub-groups of neurons, such as, dopaminergic neurons. 

2. Description of Related Art 
Neurodegenerative diseases, strokes and neuronal injuries 

caused by trauma are typically characterized by neuronal cell 
death of groups of neurons. Among these neurological disor 
ders, neurodegenerative diseases such as Alzheimer’s, Par 
kinson’s, Huntington’s, amyotrophic lateral sclerosis, etc., 
a?Iict a large percentage of the population. For example, 
Alzheimer’s disease alone a?Iicts about 4 million people in 
the United States, primarily the elderly, and is characterized 
by progressive memory loss, disorientation, depression and 
eventual loss of other body functions. Amyotrophic lateral 
sclerosis a?Iicts about 30,000 Americans, typically begins 
after age 40 and results in progressive Weakness and paraly 
sis. Huntington’s Disease a?llicts an estimated 25,000 
patients in the United States, usually begins betWeen the ages 
of 30 and 50 and includes violent, involuntary movements. 
Parkinson’s Disease (PD) affects over 1 million people in the 
United States, and also usually begins on or after age 50. PD 
is another progressive disorder of the central nervous system 
and is characterized by a decrease in spontaneous move 
ments, gait di?iculty, postural instability, rigidity and tremor 
due to the degeneration of dopaminergic neurons. 

In spite of great effort, little is knoWn about the molecular 
basis of these disorders. Although the use of vertebrate and 
tissue culture systems continue to provide valuable insight 
into the pathology of the neurodegeneration, the molecular 
determinants involved in the etiology of these diseases 
remain elusive. As a result, there is an acute de?ciency of 
effective therapeutic agents to treat these neurodegenerative 
disorders. 

Although several drugs currently are being used for treat 
ment of these diseases, none of these drugs offer complete 
cure or reversal of these disorders. In fact, most drugs only 
temporarily relieve some of the symptoms associated With the 
disease and do not prevent further degeneration of neurons. 
Hence, these disorders have been termed as progressive neu 
rological disorders. Thus, the main goal of researchers in this 
?eld is to identify agents that Will provide preventive as Well 
as therapeutic relief for such diseases. At present, there is no 
effective high-throughput method to identify molecules With 
neuroprotective abilities in vivo. 

SUMMARY OF THE INVENTION 

The present invention overcomes de?ciencies in the art and 
provides effective screening methods to identify agents that 
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2 
confer protective effects on neurons. The subject invention is 
based on a screening assay developed using the microscopic 
transparent roundWorm Caenorhabdilis elegans (C. elegans), 
Which is a particularly useful model for studying neurodegen 
eration because it alloWs observation of changes in cells 
Within the living Worm over the time-period that it takes to 
develop from a single-cell zygote to a mature adult. These 
kinds of observations are extremely di?icult in other animals 
and impossible in humans. As the genetics of C. elegans are 
Well knoWn, and as the entire genomic sequence has been 
mapped, the C. elegans based screening system of the inven 
tion provides a poWerful screening/identifying tool. 

Therefore, one embodiment of the invention provides a 
recombinant C. elegans that expresses a detectable marker in 
a dopamine neuronal. In one aspect, the detectable marker is 
further de?ned as a marker that can be visually detected. In a 
particular aspect the detectable marker is further de?ned as a 
marker that can be spectroscopically detected. Some 
examples of detectable markers include green ?uorescent 
proteins, yelloW ?uorescent proteins, blue ?uorescent pro 
teins and red ?uorescent proteins. Other spectral variants, 
mutational variants and derivatives of such ?uorescent pro 
teins are also contemplated. Fluorescent proteins are pre 
ferred as they permit in vivo visualization of cells of the live 
Worm. 

In another aspect the detectable marker is 62-galactosi 
dase. Use of a marker such as [3-galactosidase is hoWever 
limited as it does not permit the visualization of live Worms. 
Methods for detecting the expression of [3-galactosidase 
using the substrate X-Gal are knoWn to the skilled artisan. In 
yet another aspect, the detectable marker is an antigenic 
polypeptide positioned under the control of a promoter Which 
can then be detected by staining With a labeled antibody. 
Methods for detection using antibodies are Well knoWn in the 
art. 

In one embodiment the detectable marker is under the 
control of a promoter. In speci?c embodiments the promoter 
is a tissue-speci?c promoter. In other speci?c embodiments, 
the tissue-speci?c promoter is a neuronal promoter. Some 
neuronal promoters contemplated as useful are promoters 
speci?c to dopamine neurons such as the dopamine trans 
porter promoters and the tyrosine hydroxylase promoters. In 
one embodiment, the dopamine transporter promoter region 
comprises the CeDAT promoter region comprised in SEQ. 
ID. NO. 1. 

Expression of the detectable marker driven by speci?c 
promoters alloWs for the selective expression of the marker in 
speci?c subsets of cells, such as in dopamine neurons, cho 
linergic motor neurons, etc. The skilled artisan Will recognize 
that the present invention is not limited to the use of the 
promoters described above and that any other speci?c neu 
ronal, or other tissue speci?c promoter may be used in the 
practice of this invention. The main goal is to obtain expres 
sion of a detectable marker in certain speci?c populations of 
cells. 
The strains of C. elegans provided by the subject invention 

can also be used in methods of screening drugs and other 
agents to identify substances that can prevent or decrease 
neuronal degeneration. In some aspects the neuronal degen 
eration is induced by a neurotoxic agent. One of the C. 
elegans strain is designated RN200 and comprises a C. 
elegans in Which the dopamine transporter promoter drives 
the expression of a green ?uorescent protein in a dopamine 
neuron. 

Therefore, the invention further provides-methods for 
screening for substances that affect neuronal viability com 
prising: (a) providing a recombinant C. elegans that expresses 
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a detectable marker in a neuronal cell; (b) exposing the C. 
elegans to a candidate substance; and (c) detecting a change 
in the expression of the marker relative to the expression of 
the marker before the exposing, Wherein a change in the 
expression of the marker corresponds to a change in the 
viability of the neuron. The method may further comprise 
detecting the expression of the marker in the neuronal cell in 
the absence of the candidate substance. In one embodiment, 
the method further comprises the step of exposing the C. 
elegans to a knoWn neurotoxin prior to step (b). 

The candidate substance may be a substance that affects 
neuronal viability by either decreasing neuronal viability or 
by increasing neuronal viability. The screening is intended to 
identify both neuroprotective substances as Well as neuro 
toxic substances. 

Therefore, in some aspects, the substance is a neurotoxic 
substance. In speci?c aspects, the neurotoxic substance is 
6-hydroxydopamine, l -methyl-4 -phenyl- l ,2,3 ,6-tetrahydro 
pyridine, or 5,7,di-hydroxy tryptamine. In other speci?c 
aspects, the neurotoxic substance is a generator of free radical 
species. In still other aspects, the substance is an environmen 
tal toxin. Examples of environmental toxins include pesti 
cides, herbicides, air pollutants, Water pollutants, industrial 
Wastes. The term “pesticide” as used herein refers to any type 
of chemical compound Which has lethal or sub-lethal effects 
on eukaryotic cells. Encompassed Within “pesticide” are such 
compounds as insecticides, verrnicides, mutagens, carcino 
gens, and any other compound useful for killing, mutating, or 
debilitating organisms such as insects. “Pesticides” include, 
but are not limited to polychlorinated hydrocarbons such as 
dichlorodiphenyltrichloroethane (DDT), dieldrin, aldrin, 
chlordane and lindane; organophosphorous compounds; car 
bamates; rotenone; and any other compound useful in the 
killing of pests. 

In other aspects, the substance is a neuroprotective sub 
stance. In speci?c aspects, the neuroprotective substance is a 
dopamine transporter antagonist. In other speci?c aspects the 
dopamine transporter antagonist is a C. elegans speci?c 
dopamine transporter antagonist (J ayanthi et al., 1998). Some 
non-limiting examples of dopamine transporter antagonists 
contemplated include imipramine, ampetamines, and 
cocaine. 

In yet other aspects, the neuroprotective substance is a free 
radical scavenger. In speci?c embodiments, free radical scav 
engers include ascorbic acid (vitamin C), vitamin E, melato 
nin, and carboxyfullerenes, as some non-limiting examples. It 
also is contemplated that the substance may be encoded by a 
polynucleotide. In one embodiment, it is contemplated that 
the polynucleotide encodes a dopamine transporter regula 
tory gene, or a gene that suppresses free radical generation. In 
other embodiments it is contemplated that the substance is a 
polypeptide. The polypeptide may encodes a dopamine trans 
porter regulatory polypeptide, or a polypeptide that sup 
presses free radical generation. 

In other embodiments, the substance is a naturally occur 
ring product. In yet other embodiments, the substance can be 
a man-made chemical. Some examples of substances contem 
plated as useful include monoamine oxidase (MAO) inhibi 
tors. MAO inhibitors have been recently used in clinical trials 
for limiting the progress of PD. MAO inhibitors include 
hydraZine derivatives such as phenelZine or isocarboxaZid or 
non-hydraZine derivatives such as tranylcypromine, or par 
gyline. 

Therefore it is contemplated that any synthetic compound, 
or natural product, including macromolecular entities such as 
polypeptides, polynucleotides, or lipids and also small enti 
ties such as neurotransmitters, ligands, hormones or elemen 
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4 
tal compounds may be used as candidate substances. The 
synthetic compounds or natural products further refer sub 
stances that are either part of a crude mixture or puri?ed and 
isolated, or just naturally occurring. 

Other aspects of the method further comprise: (a) exposing 
the C. elegans to a knoWn neurotoxin; and (b) detecting a 
change in expression of the marker. The change in marker 
expression can be an increase in the marker or a decrease in 
the marker expression. 

In one aspect, the detectable marker is further de?ned as a 
marker that can be visually detected. In another aspect, the 
detectable marker is further de?ned as a marker that can be 
spectroscopically detected. Some examples of detectable 
markers include green ?uorescent proteins, yelloW ?uores 
cent proteins, blue ?uorescent proteins and red ?uorescent 
proteins. Other spectral variants, mutational variants and 
derivatives of such ?uorescent proteins are also contem 
plated. Use of ?uorescent proteins is a preferred embodiment 
as it alloWs the screening in live animals Which represents the 
most intact physiology and permits high-throughput in vivo 
screening. 

In another aspect the detectable marker is [3-galactosidase. 
Methods for detecting the expression of [3-galactosidase 
using the substrate X-Gal are knoWn to the skilled artisan. In 
yet another aspect the detectable marker is an antigenic 
polypeptide positioned under the control of a promoter Which 
can then be detected by staining With a labeled antibody. 
Methods for detection using antibodies are Well knoWn in the 
art. 

In one embodiment the detectable marker is under the 
control of a promoter. In speci?c embodiments the promoter 
is a tissue-speci?c promoter. In other speci?c embodiments 
the tissue-speci?c promoter is a neuronal promoter. Some 
neuronal promoters contemplated as useful, are dopamine 
transporter promoters, tyrosine hydroxylase promoters (en 
coded by the cat-2 gene), the cha-l promoter Which is pre 
dominantly expressed in cholinergic neurons, the acr-2 pro 
moter Which is predominantly expressed in cholinergic motor 
neurons, the unc -30 promoter Which is expressed by predomi 
nantly in GABA-ergic neurons, the unc-4 promoter Which is 
expressed by A-class motomeurons. Expression of the detect 
able marker under speci?c promoters alloWs for the selective 
expression of the marker in speci?c subsets of cells, such as in 
dopamine neurons, cholinergic motor neurons, etc. The 
skilled artisan Will recogniZe that the present invention is not 
limited to the use of the promoters described above and that 
any other speci?c neuronal, or other tissue speci?c promoter 
may be used in the practice of this invention. The main goal is 
to obtain expression of a detectable marker in certain speci?c 
populations of cells. 

In one embodiment of the method, the neuronal cell com 
prises a dopaminergic neuron, a cholinergic neuron, a 
GABA-ergic neuron, a glycinergic neuron, a serotonergic 
neuron, a cholinergic motor neuron, a glutamatergic neuron, 
or a peptidergic neuron. 

Other non-neuronal cellular populations also are contem 
plated for cell speci?c expression of a detectable marker and 
include, vulval cells, pharyngeal cells, and excretory cells, 
among others. 

Additionally, provided are methods of screening for sub 
stances that can inhibit neuronal cell death comprising: (a) 
providing a recombinant C. elegans that expresses a detect 
able marker in a neuronal cell; (b) exposing the C. elegans to 
a knoWn neurotoxin and a candidate substance; (c) detecting 
expression of the marker; and (d) comparing the expression of 
the marker to the expression of the marker in the absence of 
the candidate substance. In some embodiments of this 
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method, the C. elegans is exposed to the neurotoxin prior to 
the candidate substance. In other embodiments of this 
method, the C. elegans is exposed to the candidate substance 
prior to the neurotoxin. 

The invention also provides methods of screening candi 
date substances to identify a substance that can be used for 
prevention and/ or therapy of neurodegenerative diseases 
comprising: (a) obtaining a recombinant C. elegans that 
expresses a detectable marker in a neuronal cell under the 
control of a neuronal-speci?c promoter; (b) exposing the C. 
elegans to a knoWn neurotoxin and a candidate substance; (c) 
detecting expression of the marker; and (d) comparing the 
expression of the marker to the expression of the marker in the 
absence of the candidate substance. The C. elegans may be 
exposed to the neurotoxin prior to the candidate substance or 
alternatively prior to the neurotoxin. 

Neurodegenerative diseases contemplated include non 
limiting examples such as, Parkinson’s disease, AlZheimer’s 
disease, Huntington’s disease, a transmissible spongiform 
encephalopathy, a familial amyloid polyneuropathy (FAP), a 
prion diseases, a Tauopathy, a Trinucleotide disease, amyo 
trophic lateral sclerosis (ALS) or multiple system atrophy. 

The invention also provides methods of screening for sub 
stances that modulate dopamine transporter function com 
prising: (a) obtaining a recombinant C. elegans that expresses 
a detectable marker in a dopaminergic neuronal cell; (b) 
exposing the C. elegans to a candidate substance; (c) expos 
ing the C. elegans to a neurotoxin that requires a dopamine 
transporter for intracellular access; and (d) detecting any 
change in the expression of the GFP after step c. 

In one embodiment, the candidate substance modulates the 
expression of the dopamine transporter. Modulation can be at 
the level of transcription, translation, post-translational modi 
?cations, insertion into the neuronal membrane, etc. 

In another embodiment of this method, the candidate sub 
stance blocks transport by the dopamine transporter. In other 
embodiments, the candidate sub stance increases transport by 
the dopamine transporter. In yet another embodiment, the 
candidate substance is a addictive substance. Non-limiting 
examples of such addictive substances include cocaine, 
amphetamines, or methylphenidate. In still another embodi 
ment, the candidate substance is a modulator of regulatory 
pathWays that control the dopamine transporter promoter. 

In one aspect, the method can be used to identify sub 
stances that provide therapy for neurological diseases involv 
ing dopamine transporter function. Examples of neurological 
diseases involving dopamine transporter function include 
schiZophrenia, addiction disorders, attention de?cit hyperac 
tivity disorder (ADHD), psychoses, Tourette’s syndrome, or 
Parkinson’s disease. 

The invention also provides a method of screening for 
molecules that modulate presynaptic neuronal signaling 
comprising: (a) obtaining a recombinant C. elegans that 
expresses a detectable protein in a neuronal cell Which is a 
knockout for a component of neuronal signaling; (b) obtain 
ing a second recombinant C. elegans that expresses a detect 
able protein in a neuronal cell Which is a mutant for a com 
ponent of neuronal signaling; (c) comparing the differences 
in neuronal viability When exposed to a neurotoxic substance 
in the C. elegans of step a) With the C. elegans of step (b); and 
(d) identifying the genetic component of the mutation. In one 
embodiment the method further comprises isolating the 
genetic component of neuronal signaling. In speci?c aspects 
the component of neuronal signaling can be signaling mol 
ecules that control dopamine metabolism such as ot-methyl 
paratyrosine, reserpine, or tetrabenaZine. 
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6 
Further contemplated is a method for screening post-mor 

tem human or other animal brains for substances that can 
cause neurotoxicity. For example, it is contemplated that one 
Would screen for substances, from a post-mortem brain of a 
patient With a neurodegenerative disease, that cause neuro 
toxicity in C. elegans neurons using the screening methods of 
the present invention. It is contemplated that initially tissue/ 
cellular extracts, ?uids, and similar partially puri?ed prepa 
rations Will be screened. The substances may be then isolated 
and identi?ed. It is envisioned that one can then develop 
diagnostic assays to diagnose a subject for the presence of 
such neurotoxic substances thereby alloWing one to predict 
the possibility of a neurodegenerative disease. 
As used in this speci?cation, “a” or “an” mean one or more. 

As used in the instant claim(s), When used in conjunction With 
the Word “comprising”, the Words “a” or “an” means one or 
more than one and the Word “another” means at least a second 
or more. 

Other objects, features and advantages of the present 
invention Will become apparent from the folloWing detailed 
description. It should be understood, hoWever, that the 
detailed description and the speci?c examples, While indicat 
ing preferred embodiments of the invention, are given by Way 
of illustration only, since various changes and modi?cations 
Within the spirit and scope of the invention Will become 
apparent to those skilled in the art from this detailed descrip 
tion. 

BRIEF DESCRIPTION OF THE DRAWINGS 

The folloWing draWings form part of the present speci?ca 
tion and are included to further demonstrate certain aspects of 
the present invention. The invention may be better understood 
by reference to one or more of these draWings in combination 
With the detailed description of speci?c embodiments pre 
sented herein. 

FIGS. 1A & 1B. A 3D confocal reconstruction (FIG. 1A) 
and differential interference contrast (DIC) image (FIG. 1B) 
of the six dopaminergic DA neurons located in the head of a 
hermaphrodite expressing green ?uorescent protein (GFP) 
driven by the endogenous C. elegans dopamine transporter 
(CeDAT) promotor. ArroWs identify the CEP and ADE DA 
neurons. 

FIG. 2. Genetic screens to identify CeDAT mutants, 
CeDAT regulators, and determinants of toxin sensitivity 
using ethylmethanesulfonate (EMS). 

FIGS. 3A, 3B, 3C & 3D. Direct visualiZation of DA neu 
rons in living C. elegans. (FIG. 3A), CEP and ADE neurons 
and processes as revealed by confocal 3D reconstruction of 
GFP signal in the anterior end of animals transgenic for a 
PDATl::GFP transcriptional reporter. (FIG. 3B), Schematic 
illustration of the neurons shoWn in FIG. 1A. (FIG. 3C), PDE 
neurons and processes as revealed by confocal 3D reconstruc 
tion of GFP signal in the posterior-lateral segment of animals 
transgenic for a PDATl ::GFP transcriptional reporter. (FIG. 
3D), Schematic illustration of the neurons shoWn in FIG. 3A. 
In FIG. 3A and FIG. 3C, large full arroW designates cell 
bodies Whereas other arroWs point to processes of the appro 
priate cell body. Scale bar:~l0 micrometers. 

FIGS. 4A, 4B, 4C, 4D, 4E & 4F. Effect of6-OHDA on GFP 
signal in DA Neurons. (FIG. 4A), Transgenic Worms treated 
With vehicle (ascorbic acid) prior to visualiZation. (FIGS. 4B, 
4C & 4D), Worms as in FIG. 4A but treated With 10 mM 
6-OHDA for 1 hr prior to plating and visualiZed 72 hrs later 
via confocal microscopy-various stages of apparent degen 
eration are evident. (FIG. 4E), Transgenic Worms With 
PDATl ::GFP reporter coinucbated With 6-OHDA and 10 mM 
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amphetamine. (FIG. 4F), Transgenic Worms With PDATl:: 
GFP reporter coincubated With 6-OHDA and 10 mM imi 
pramine. Coinucbation With either amphetamine or imi 
pramine prevents visible evidence of 6-OHDA toxicity, 
consistent With pharmacological blockade of DAT-l. 

FIGS. 5A, 5B, 5C, 5D, & 5E. Dependence of apparent 
6-OHDA toxicity on DAT-l. (FIG. 5A), Control reporter 
transgenic line exposed to vehicle. (FIG. 5B), Reporter trans 
genic line exposed to 50 mM 6-OHDA. (FIG. 5C), Reporter 
transgenic line produced in a dat-l deleted strain, exposed to 
vehicle. Reporter expression is identical to that seen in trans 
genic With normal levels of DAT- l . (FIG. 5D), Reporter trans 
genic line produced in a dat-l deleted strain, exposed to 
6-OHDA. Notice a failure of toxin to effect loss of GFP 
signal. (FIG. 5E), Plot of neuronal sensitivity to 6-OHDA in 
Wildtype (blue) or dat-l mutant (red) lines as a function of 
time of exposure. Whereas the Wildtype line shoWs a time 
dependent loss of CEP neurons, the dat-l deletion strain is 
protected. 

FIGS. 6A, 6B, 6C & 6D. Transfer of the DAT gene product 
sensitiZes non-DA neurons to 6-OHDA. (FIG. 6A), ASI 
chemosensory neurons made transgenic for a PDAF-7::GFP 
reporter to reveal these cells and their processes. (FIG. 6B), 
Worms in FIG. 6A treated With 6-OHDA. Notice little or no 
effect of the toxin on these cells that lack DAT-l. (FIG. 6C), 
A transgenic line Where PDAF7::DAT1:GFP translational 
fusion is expressed in the ASI neurons, brining DAT-protein 
to these cells. (FIG. 6D), Animals in C, exposed to 6-OHDA. 
Transfer of the DATl transporter to the ASI cells conferred 
6-OHDA sensitivity illustrating that DAT-l transfer may 
alloW other cells to be ablated and screened for selective 
responses to neurotoxins 

DESCRIPTION OF ILLUSTRATIVE 
EMBODIMENTS 

Neurodegenerative diseases such as Parkinson’s disease 
(PD), transmissible spongiform encephalopathies (TSEs), 
AlZheimer’s disease (AD), familial amyloid polyneuropathy 
(PAP) and Huntington’s disease (HD), Prion diseases, etc., 
are characteriZed by degeneration and loss of neuronal cells. 
To date there has been no successful therapeutic agent that 
can provide reversal and/ or prevention of degeneration. 

Although vertebrate systems and tissue cultures are avail 
able for studying neurodegenerative conditions, they are rela 
tively dif?cult to manipulate and the time course of such 
studies are generally very long. Because of the high conser 
vation of genes and metabolic pathWays betWeen inverte 
brates and humans, as Well as the availability of genetic 
strategies to identify novel proteins, protein interactions, and 
drug targets, genetic analysis using invertebrate model sys 
tems provides an enormous potential in deducing the factors 
involved in neuronal disease. 

The present inventors have developed a novel screening 
method using the nematode Caenorhabdilis elegans (C. 
elegans) for identifying substances that affect neuronal 
viability, neuronal cell-death, neuronal survival, and/or neu 
ronal degeneration. C. elegans offers a system Which is easy 
to manipulate genetically and in culture and numerous genes 
identi?ed in C. elegans have mammalian and human coun 
terparts With a high level of sequence homology. 

The inventors have developed a recombinant C. elegans 
that selectively expresses a detectable marker in a set of 
neuronal cells, such as, in a dopaminergic neuronal cell popu 
lation, in a cholinergic neuronal population, etc. Using such 
recombinant C. elegans that express detectable markers in 
one neuronal population, the inventors established conditions 
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under Which knoWn cell-speci?c neurotoxins lead to a 
decrease or loss in the expression of the detectable marker. 
The inventors then developed a screening method Whereby 
one can expose or contact the recombinant C. elegans With 
substances/candidate substances that can prevent/reduce 
damage by a neurotoxin, Which is re?ected by a decrease in 
loss of marker gene expression. For example, using 6-hy 
droxydopamine (6-OHDA), Which is neurotoxic to dopamin 
ergic (DA) neurons, the inventors demonstrated a decrease in 
a detectable marker gene, such as the green ?uorescent pro 
tein (GFP), in Worms selectively expressing such a detectable 
marker gene in dopaminergic neurons. The inventors then 
demonstrated that the decrease/ loss of the detectable marker 
gene expression can be prevented or reduced by agents that 
block the dopamine transporter protein (DAT), Which is 
responsible for transporting the 6-OHDA into DA neurons 
(see FIGS. 4A-F). 

Thus, the present invention provides a poWerful screening 
method Whereby one can screen for agents that can prevent 
neuronal degeneration and/or neuronal loss. As neurodegen 
erative diseases are characteriZed by loss/degeneration of 
populations of neurons, this assay provides methods to iden 
tify substances that can be used as therapeutic agents. For 
example, in PD there is a selective degeneration of DA neu 
rons in the substantia nigra. Thus, screening for agents that 
can prevent/ decrease DA neuronal degeneration Will provide 
putative therapeutic agents for therapy and prevention of PD. 
The invention is hoWever not limited to PD and one may 
screen for substances that prevent the loss/degeneration of 
any set/subset/population of neurons. It is contemplated that 
the method Will alloW the identi?cation of substances that can 
prevent neuronal damage by different types of neurotoxic 
agents, including environmental toxins, free radicals, drugs, 
chemicals. In addition, the method is contemplated to provide 
an assay for substances that affect neuronal viability. There 
fore, it alloWs the detection of yet unknown neurotoxic agents 
as Well as yet unknown neuroprotective agents. 

Additionally, the system also provides a method for screen 
ing for substances that modulate DAT transporter function. 
The C. elegans DAT (CeDAT) is highly conserved to the 
vertebrate and human DAT protein. The DAT protein is the 
target of addictive substances such as the psychoactive stimu 
lants including cocaine, methylphenidate, etc. Thus, sub 
stances identi?ed by such a screening method can help iden 
tify therapeutics for addiction disorders. Additionally, the 
method also provides the ability to identify therapeutic agents 
for neurological disorders involving the DAT. This includes 
schiZophrenia, attention de?cit hyperactivity disorder, psy 
choses, Tourette’s syndrome, etc. 

In addition, the inventors contemplate methods to screen 
for modulators of presynaptic neuronal signaling using 
recombinant C. elegans expressing detectable markers in 
selective populations of neurons comprising monitoring 
responses to cell-speci?c toxins. These methods comprise 
comparing knockout strains of C. elegans that are de?cient 
for a component of neuronal signaling, such as the DAT gene, 
With strains that have mutations in neuronal signaling path 
Ways. Comparison of such strains can reveal genetic compo 
nents involved in modulation of neuronal signaling by iden 
tifying the nature of the mutation and eventually the gene 
involved. For example, the mutation may be in other DAT 
regulatory genes, and/or in toxin suppressive genes, etc. 
Other methods contemplated include genetic methods 
Whereby one can cross a knockout DAT C. elegans strain With 
a phenotypic DAT mutant C. elegans strain. If the cross res 
cues the knockout, this indicates that the mutation in the 
mutant strain is in a synaptic modulator or a toxin suppressor 
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type gene, i.e., in a gene other than the DAT gene. One can 
then identify the mutation and isolate and identify the gene 
corresponding to the synaptic modulator or toxin suppressor. 
Although the discussion above describes DAT protein and its 
modulators as an example, this method is contemplated as 
useful for screening any molecule that can modulate neuronal 
signaling. Thus, one may screen for modulators of acetylcho 
line-mediated signaling, serotonin-mediated signaling, 
glutamate-mediated signaling, GABA-mediated signaling 
and the like. 

A. Parkinson’s Disease as a Model for Neurodegenerative 
Diseases 

This section describes Parkinson’s disease (PD) in detail, 
hoWever, the general description applies to any neurodegen 
erative disorder. PD is a sloWly progressive, neurodegenera 
tive disorder characterized by the irreversible loss of over 
80% of the nigro striatal dopaminergic neurons. Although the 
pathogenesis of the disease appears to be multifactorial, cor 
relative evidence supports the role of oxidative stress and 
mitochondrial dysfunction (Yahr and Bergmann, 1986). PD 
patients have reduced levels of mitochondrial complex I and 
glutathione activity, as Well as increased levels of superoxide 
dismutase activity, lipid peroxidation, and iron in the sub stan 
tia nigra (Yahr and Bergmann, 1986; Jenner, 1998). This 
evidence suggests that the generation of reactive oxygen spe 
cies (ROS), such as the superoxide ion and hydrogen peroxide 
plays a signi?cant role in dopamine (DA) neuronal death. 

Current animal model systems of PD rely on inducing 
nigro striatal damage in monkeys and rodents With the neuro 
toxins 6-hydroxydopamine (6-OHDA), 1-methyl-4-phenyl 
1,2,3,6-tetrahydropyridine (MPTP), or 1-methyl-4-phe 
nylpyridinium ion (MPP+[the active metabolite of MPTP]) 
(Yahr and Bergmann, 1986). Toxin exposure causes DA neu 
ronal death, and the animals exhibit many of the same symp 
toms as PD. The speci?city of the toxin for the DA neurons 
lies in their a?inity for the Na+- and Cl_-dependent dopamine 
transporter (DAT), a presynaptic membrane protein that ter 
minates DAergic transmission by the active reuptake of DA 
into presynaptic neurons (Sachs and J onsson, 1975; Glinka et 
al., 1997; Kitayama et al., 1992; Pi? et al., 1993; Javitch et al., 
1985; Giros et al., 1996; Gainetdinov et al., 1998). Transfec 
tions of DATs into nonneuronal cells confer sensitivity to 
MPP", and 6-OHDA and MPP+ toxicity can be blocked With 
DAT antagonist in vivo (Glinka et al., 1997; Kitayama et al., 
1992; Pi? et al., 1993; Javitch et al., 1985). 

Despite decades of research, the primary insults and 
mechanisms leading to the degeneration of the nigrostriatal 
DA neurons and the increase in production of ROS in PD is 
unknown. Non-human primates do not naturally develop PD, 
so these model systems are unavailable to study the etiology 
of the disease. Current animal and tissue culture systems are 
able to mimic some of the pathology and morphology of 
idiopathic PD. HoWever, identifying the molecular determi 
nants involved in PD Without any a priori knowledge of the 
mechanism of the neurodegeneration is signi?cantly hin 
dered due to the lack of a de?nitive model system. 
An approach to identifying the molecular determinants 

involved in PD Without any prior knoWledge of their function 
could be through forWard genetics (Johnsen et al., 1997). In 
this classical method of genetic analysis, a Well-de?ned phe 
notype is modi?ed by mutageniZing the genomic DNA. The 
progeny that have the modi?ed trait are further analyZed to 
determine the location of the altered loci (this is the opposite 
of reverse genetics in Which the goal is to identify animals that 
have a speci?c gene mutated) (J ohnsen et al., 1997). In order 
for forWard genetics to be successful in studying DAergic 
neurodegeneration in an animal, either an aspect of the behav 
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ior should depend on normal DA neurotransmission, or the 
morphology of the DA neurons should be easily accessible. 
Furthermore, the organism should provide an ef?cient strat 
egy to map and identify the mutated gene. Because of the 
above criteria, as Well as their relatively long life-span and 
maintenance cost, mammals are not amenable for these stud 
ies. 

C. elegans offers a poWerful tool for dissecting the com 
ponents involved in mammalian neurodegenerative disorders 
using forWard genetics. C. elegans provides a model system 
due to numerous factors such as, the high conservation of the 
genome and metabolic pathWays betWeen nematodes and 
vertebrates; the ease of screening a large number of Worms 
folloWing mutagenesis for neural defects; and the ability to 
identify quickly the modi?ed gene as the Whole genome of C. 
elegans been sequenced. Thus, the C. elegans model alloWs 
for the rapid discovery of proteins involved in neuropatholo 
gies (C. elegans Sequencing Consortium, 1998). 
The rapid rate of reproduction of C. elegans (approxi 

mately 3 days at 250 C.), and their relatively small siZe (ap 
proximately 1 mm), generates about 300 Worms from a single 
hermaphrodite, alloWing for rapid genetic screens involving 
large numbers of animals (Wood, 1988; Riddle et al., 1997). 
Yet other features of C. elegans that make them amenable for 
studies are the transparency of the Worm, With virtually every 
cell identi?able under a light microscope. Furthermore, the 
entire 302-cell nervous system (approximately one-third of 
the total somatic cells of the hermaphrodite) has been mapped 
by serial 3-dimensional electron-microscopic reconstruction, 
alloWing for the identi?cation of virtually all synaptic con 
nections (White et al., 1986). 

Multicolor reporters, using spectral derivatives of the green 
?uorescent protein (GFP) from the jelly?sh Aequorea victo 
ria, also alloW for the detailed visualization of cells, intrac 
ellular compartments, or protein localiZation in the living 
animal (Chal?e et al., 1994; Rongo et al., 1998; Miller et al., 
1999b). Methods for generating transgenic animals (obtain 
able Within 4 days) and production of gene knockouts aver 
aging at about 1 Week are also Well developed (see Chapter 
19, Mello and Fire, 1995). A signi?cant advantage of the 
Worm over vertebrate systems is that sexual reproduction can 
be achieved by self-fertilization and therefore is not disrupted 
by mutations that Would otherWise perturb mating behavior. 
The similarity betWeen the Worm and the mammalian ner 

vous system indicates that the fundamental interactions that 
occur during DA neurotransmission and pathogenesis in ver 
tebrates also occurs in C. elegans. Most of the molecular 
components knoWn to be involved in DA signaling in mam 
mals are also present in the nematode (Table 1) (Loer and 
Kenyon, 1993; Lints and Emmons, 1999; Duerr et al., 1999; 
Jayanthi et al., 1998; Sulston et al., 1992). Furthermore, 
analysis of C. elegans genome has revealed a high conserva 
tion of ion channels, neurotransmitter synthesis enZymes, 
including tyrosine hydroxylase (TH) and aromatic amino 
acid decarboxylase (AAAD); synaptic vesicle and presynap 
tic terminal proteins, including syntaxins, synaptotagmin, 
synaptobrevin; neurotransmitter receptors, including 
glutamate, acetylcholine, GABA, amine, and peptide; and 
neurotransmitter transporters, including acetylcholine 
(VchAT), the vesicular monoamine transporter (VMAT), 
GABA, glutamate (EAAT), serotonin (SERT), dopamine 
(DAT) (Table 1) (Bargmann, 1998). 
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TABLE 1 

Genes of Catecholamine Biosynthesis, Metabolism, and Transport 
in C. elgggns 

Gene Protein Reference 

cat-4 GTP Cyclohydrolase I Loer and Kenyon, 1993 
cat-2 Tyrosine Hydroxylase Lints and Emmons, 1999 
bas-l Aromatic L-Amino Loer and Kenyon, 1993 

Acid Decarboxylase 
cat-1 Vesicular Monoamine Duerr et al., 1999 

Transporter 
dat-l Dopamine Transporter Jayanthi et al., 1998 
R13G10.2 Monoamine Oxidase* Sulston et al., 1992 
C48D5.1 NHR, Nurrl Homologue* BLAST search at 

http://www.wormbase.org/perl/ 
ace/elegans/searches/blast 

*Predicted gene product; NHR, nuclear hormone receptor 

In addition, a mammalian nuclear hormone receptor, 
Nurrl, which is expressed in DA neurons and provides a 
measure of neuroprotection against MPTP toxicity, also has 
signi?cant homology with the worm gene C48D5.1 (Baf? et 
al., 1999; Le et al., 1999; Castillo et al., 1998; www.worm 
base.org/perl/ace/elegans/searches/blast). However to date, 
the cellular expression pattern of C48D5.1 has not been 
de?ned. An important distinction to make between the two 
nervous systems at the molecular level is the redundancy of 
the genomes, while vertebrates will often have several similar 
versions of a particular gene, C. elegans may have a single 
allele (Bargmann, 1998). This feature of the nematode 
genome provides an enormous advantage relative to verte 
brate systems because it decreases the probability that a 
mutant effect will be masked by a genome redundancy. 
Finally, the genetic basis of cell death is highly conserved 
between the worm and vertebrates, and C. elegans provides 
an opportunity to explore genes involved in neuronal cell 
death (Hengartner, 1997). 

The C. elegans hermaphrodite contains eight dopaminer 
gic neurons which include six head DA neurons, four cephalic 
neurons (CEPs), and two anterior dereid neurons (ADEs), 
and two neurons which are located in posterior lateral posi 
tions, the posterior dereid neurons (PDEs) (Sulston et al., 
1975). All of these neurons contain ciliated endings which 
terminate in sensory organs embedded in the cuticle that 
surrounds the animal. Laser ablation and genetic studies have 
revealed that these cells provide mechanosensory function 
during foraging and movement and may also modulate pha 
ryngeal pumping and egg laying behaviors (Duerr et al., 
1999; Sulston et al., 1975; Sawin et al., 2000; Lints and 
Emmons, 1999). The male contains another three pairs of 
DA-containing neurons in the tail that are involved in mating, 
as well as four additional DA-containing socket cells of the 
mating spicules (Loer and Kenyon, 1993; Lints and Emmons, 
1999; Sulston et al., 1975; Sulston and Horvitz, 1977; Liu and 
Stemberg, 1995). 

B. Detectable Markers 

The present invention contemplates the use of detectable 
markers that are selectively expressed in a speci?c set or 
population of neurons. Thus, the marker can be expressed, for 
example, selectively in DA neurons and not in others. 

In the case of C. elegans, as the organism is transparent, one 
may also be able to detect the colored products produced by 
such marker genes directly by the human eye. One major class 
of detectable marker genes that may be used to visualize a live 
C. elegans worm in its intact form comprise the ?uorescent 
proteins such as the green ?uorescent proteins (GFP). GFP is 
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a naturally ?uorescent protein which can be used to mark the 
cells in which a promoter is active. It has the bene?t that the 
animals can be observed live. 
The GFP proteins, originally isolated from the jelly?sh 

Aequorea Victoria retain their ?uorescent properties when 
expressed in heterologous cells thereby provides a powerful 
tool as ?uorescent recombinant probes to monitor cellular 
events or functions (Chal?e et al. 1994; Prasher 1995; WO 
95/07463). Chal?e et al., in Us. Pat. No. 6,146,826, (incor 
porated herein by reference), also describes the expression of 
GFP in C. elegans touch receptor neurons under the control of 
a promoter for the mec-7 gene which encodes a [3-tubulin. 

Several spectral and mutational variants of GFP proteins 
have since been isolated, for example, the naturally occurring 
blue-?uorescent variant of GFP (Heim et al. 1994; Us. Pat. 
No. 6,172,188, both incorporated herein by reference), the 
yellow-?uorescent protein variant of GFP (Miller et al., 
1999), and more recently the red ?uorescent protein isolated 
from the coral Discosoma (Fradkov et al., 2000; Miller et al., 
1999), which allows the use of ?uorescent probes having 
different excitation and emission spectra permitting the 
simultaneous monitoring of more than one process. GFP 
proteins provide non-invasive assays which allow detection 
of cellular events in intact, living cells. The skilled artisan will 
recognize that the invention is not limited to the ?uorescent 
proteins described and one may use any other spectral variant 
or derivative. 

It is contemplated that one or more detectable markers may 
be used to monitor the viability of one or more neuronal 
populations simultaneously. For example, if the organism is 
subject to an free radical generator, or a environmental toxin, 
one can label DA neurons with one marker, the cholinergic 
neurons with another marker, the serotonergic neurons with 
yet another marker and study the effects of such a toxin on all 
the three neuronal populations simultaneously. In some 
embodiments, it is contemplated that the use of multiple 
markers may contribute to high-throughput screening. 

Other detectable markers are also contemplated as useful. 
These include, [3-galactosidase, enzymes such as such as 
urease, alkaline phosphatase, horseradish peroxidase, which 
can be detected either spectrophotometrically by the used of 
colorimetric indicator substrates that are typically employed 
with these detectable genes. These markers are somewhat 
limited in their use as they cannot be used to monitor live 
worms and worms must be killed and ?xed to visualize detec 
tion. 

In the case of [3-galactosidase, lacZ is a stable enzyme, with 
negligible background activity in C. elegans. The chromoge 
nic stain is stable, and the enzyme is still active after mild 
?xation. Generally, a lacZ with a nuclear localization signal, 
derived from SV40, is used so that the nuclei of cells express 
ing the construct can be identi?ed. 

It is also possible to attach antigenic polypeptides or short 
tags of amino acids to the native genes, and then detect 
expression patterns by using an antibody which is speci?c to 
the antigenic polypeptide or tag. 

Detectable markers are generally known in the art and the 
skilled artisan will recognize that the invention is not limited 
to the examples described above. 

C. Transporters and Neurotransmission 
Chemical signaling by small molecule neurotransmitters, 

including glutamate, glycine, GABA, DA, NE, and 5HT, is 
terminated by transporter-mediated clearance (Rudnick and 
Clark, 1993). Pharmacologic or genetic disruption of trans 
porter function elevates extracellular neurotransmitter levels, 
perturbs presynaptic transmitter homeostasis, and can trigger 
signi?cant alterations in behavior (Giros et al., 1996; Pelham, 
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1997). The psychoactive agents cocaine and the amphet 
amines compete With substrates at amine (DA, NE, 5HT) 
transporters, With much of their addictive potential attributed 
to DAT blockade (Kuhar et al., 1991). In contrast, NE and 
5HT transporter (NET and SERT, respectively) antagonists 
such as imipramine, desipramine, ?uoxetine, and sertraline 
are important agents in the treatment of mood disorders, 
particularly depression (Barker and Blakely, 1995). The clon 
ing of a rat GAT1 (Guastella et al., 1990) and a human NET 
(Pacholczyk et al., 1991) established the presence of a Na and 
Cl dependent transporter gene family Whose members 
include transporters for most small neurotransmitters. The 
present inventors have previously cloned and characterized 
the C. elegans dopamine transporter gene, the T23G5.5 gene 
Which encodes the CeDAT protein, and found that CeDAT is 
sensitive to antidepressants and cocaine (Jayanthi et al., 
1998). 

(i) Dopaminergic Transmission 
Dopamine (DA), is a biogenic amine synthesized in the 

hypothalamus, in the arcuate nucleus, the caudate, and in 
other areas of the central and peripheral nervous system. 
Dopamine is also a precursor of other neurotransmitters, spe 
ci?cally, norepinephrine (NE) and epinephrine (E), in addi 
tion to being a neurotransmitter on its oWn. Dopamine and its 

agonists play important roles in cardiovascular, renal, hor 
monal, and central nervous system regulation through stimu 
lation of alpha and beta adrenergic and dopaminergic recep 
tors. 

DA being a catechol and easily oxidized to a quinone, is 
often implicated as a generator of reactive oxygen species 
(ROS) like peroxide (H2O2), superoxide (O2_) and hydroxyl 
radical (OH)_ the latter being the most reactive and detrimen 
tal ROS. The dopamine transporter protein (DAT) is respon 
sible for the uptake of excess dopamine that is released into 
the synaptic space back into neurons. Uptake of dopamine by 
DAT is important for regulating neuronal signaling as Well as 
reducing the potential for DA being oxidized to form ROS. 

(ii) Dopamine Transporter Protein (DAT) 
DAT is a plasma membrane transport protein that controls 

extracellular DA concentrations, by recapture of DA that has 
been released during the process of neurotransmission, into 
nerve terminal. More recently, DAT has been recognized as a 
major target for various pharmacologically active drugs and 
environmental toxins (Miller, et al., 1999b). 
DAT has been cloned and information regarding its struc 

ture and function are available (see revieW, by Chen, 2000, 
and the references cited therein). Chen (2000), describes that 
binding domains for dopamine and various blocking drugs 
including cocaine are likely formed by interactions With mul 
tiple amino acid residues, some of Which are separate in the 
primary structure but lie close together in the still unknoWn 
tertiary structure. Other studies utilizing chimeric proteins 
and site-directed mutagenesis suggest the involvement of 
both overlapping and separate domains in the interaction With 
substrates and blockers. Recent ?ndings using sulfhydryl 
reagents that selectively target cysteine residues support a 
role for conformational changes in the binding of DAT 
antagonists such as cocaine. The dopamine transporter can 
also operate in reverse, i.e., in an e?lux mode, and recent 
mutagenesis experiments shoW different structural require 
ments for inWard and outWard transport. 

DAT is also involved in various neurological and neurop 
sychiatric disorders ranging from Parkinson’s disease to 
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attention de?cit disorder, schizophrenia, Tourette’s syn 
drome, to drug abuse and addiction. 

a. Sequence and Structure 

DAT is a member of a large family of Na+/Cl2_ dependent 
transporters, Which includes the norepinephrine (NE) trans 
porter (NET) as Well as transporters for serotonin, GABA, 
glycine, proline, creatine, betaine, taurine. Using sequences 
conserved betWeen the GABA transporter and NET, DAT 
cDNAs have been cloned from rat, coW and human sources. 
DAT is a 619 (rat) or 620 (human) amino acid protein and the 
hydropathy and immunochemical data analysis indicate that 
DAT includes 12 transmembrane domains (TMDs), With both 
the amino- and carboxy-termini residing Within the cyto 
plasm. 
The generation of chimeric transporters produced by 

exchanging similar domains betWeen the highly related DAT 
and NET transporters has provided clues as to the functional 
aspects of different DAT domains. It appears that residues 
Within TMDs 1-3, or alternatively TMDs 9-12, greatly in?u 
ence substrate af?nities. TMDs 1-3 also in?uence af?nity for 
certain DAT ligands such as GBR12395. TMDs 5-8 may also 
be critical in determining af?nities for DAT and NET inhibi 
tors such as cocaine and desipramine. The a?inity of the DA 
neurotoxin MPP+ for the DAT is in?uenced by residues 
Within TMDs 11-12. 

b. DAT Gene Expression 

The DAT gene is expressed largely in the CNS of mammals 
Within a small subset of DA neurons and not in glia. As DAT 
expression is more restricted, than the expression of other 
genes such as the genes encoding DA biosynthetic enzymes 
such as, tyrosine hydroxylase (TH), aromatic amino acid 
decarboxylase, or the DA receptors, DAT provides an excel 
lent marker for DA neurons and their projections. 

In the rodent, DAT mRNA is found in great abundance 
Within midbrain DA neurons of the substantia nigra, With 
someWhat loWer expression in the ventral tegmental nuclei 
and adjacent nuclei. Within the hypothalamus, DAT is 
expressed Within the A13 (zona incerta) and, to a lesser 
extent, the A14 (periventricular) and A12 (arcuate nucleus) 
cell groups, but not other TH-positive cell groups. Moderate 
DAT expression is also seen in the A16 cell group of the 
olfactory bulb. DAT mRNA is not found in regions devoid of 
DA cell bodies or Within DA nerve terminals. In human brain, 
DAT mRNA exhibits the same general distribution as seen in 
rodents. Within human midbrain DA cells, the abundance of 
DAT mRNA is greatest Within the ventral tier of the sub stantia 
nigra, folloWed by the dorsal tier and the ventral tegmental 
area, With the loWest levels of DAT mRNA seen Within the 
retrorubral ?eld. 

The distribution of DAT immunoreactivity is largely con 
sistent With other indices of DAT gene expression and the 
density of DA innervation. Thus, the striatum and nucleus 
accumbens are densely labeled, With labeling also apparent 
Within the globus pallidus, cingulate cortex, olfactory 
tubercle and amygdala. DAT immunoreactivity is also seen in 
the perikarya, dendrites and axonal processes of midbrain DA 
neurons. Regional differences in somatodendritic DAT 
immunoreactivity covary With DAT mRNA levels and corre 
late With the susceptibility of subgroups of DA neurons to 
neurotoxins and idiopathic disease processes. DAT protein is 
localized primarily on extrasynaptic plasma membranes near 
aggregates of synaptic vesicles, consistent With DAT playing 
a key role in limiting the spatial domain of DA neurotrans 
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mission. Within the dendrites of midbrain DA cells, DAT is 
localized to plasma membranes and smooth endoplasmic 
reticulum, consistent With DAT-mediated dendritic DA 
release and/ or DAT modulation of DA cell activity through its 
channel-like properties. Within perikarya, DAT is localized 
primarily to tubulovesicles, Which may represent DA-con 
taining membranes in transit. 

c. DAT Gene Organization 

The hDAT gene has been localized to chromosome 5p 1 5 .3 
(35; 108), cloned and characterized. The gene spans 64 kb and 
is divided into 15 exons separated by 14 introns, With pre 
dicted intron-exon junctions. The hDAT coding region begins 
Within exon 2 and extends partially into exon 15. A single 
transcriptional start site has been identi?ed. There is no evi 
dence for DAT RNA splice variants or the use of multiple 
polyadenylation sites. The overall exon-intron structure of the 
hDAT gene closely parallels that of the hNET (and to a lesser 
extent the serotonin and GABA transporter) gene. In general, 
each hDAT exon encodes a functional domain such as the N 
or C-terminus or a putative TMD and adjacent hydrophilic 
loop. A number of Alu and other sequence repeats have been 
located Within intronic portions of the gene. Of greater inter 
est is a 40 bp variable tandem nucleotide repeat (VNTR) 
polymorphic sequence found in the 3' untranslated region just 
up stream of the polyadenylation site Which may be associated 
With human diseases. A number of restriction fragment length 
polymorphisms have also been examined for such associa 
tions. 

The 5' ?anking sequences controlling transcription of the 
hDAT gene are interesting in that neither a canonical ‘TATA’ 
box nor a ‘CAAT’ box have been found, prompting the sug 
gestion that the DAT is a TATA-less gene. The high local GC 
content and several putative SP1 sites might serve to direct 
DAT gene transcription. Other than the potential SP1 sites, a 
rather limited number of potential transcription factor 
response elements (such as, Egr-l, E-box, AP-2) may also 
comprise the proximal hDAT promoter, although individual 
elements have not been assessed functionally. 

Recently, over 8 kb of hDAT 5' ?anking sequence has been 
cloned (GenBank accession Number AF115382, incorpo 
rated herein by reference). Within this span of sequence, 
numerous potential regulatory sequences have been tenta 
tively identi?ed but, as With the core promoter, no genomic 
element that affords cell speci?c DA neuron expression has 
been identi?ed. The development of midbrain DA cells is 
critically dependent on the expression of the nuclear receptor 
transcription factor nurr1, as proven by targeted disruption 
(“knockout”) of the nurrl gene. The nurrl gene expression 
persists in rodent midbrain DA cells through adulthood, sug 
gesting post-developmental functions as Well. Interestingly, 
multiple nurrl binding sites have been identi?ed in 5'?anking 
sequences of the hDAT gene, and hDAT promoter constructs 
are activated by nurrl co-transfection in vitro. Furthermore, 
the human homologue of nurrl (N OT-1) is expressed at high 
levels in human midbrain DA neurons. Hypothalamic DA 
neurons express much loWer levels of both nurr1 and DAT. 
Thus, it appears that the nuclear receptor nurrl/N OT-1 plays 
an important role in the maintenance, as Well as development, 
of the strong DAergic phenotype seen in midbrain. 

d. Psychostimulants and DAT Knockout Animals 

DAT is a major target for psychostimulants such as 
cocaine, amphetamine and methamphetamine. The reinforc 
ing properties of these drugs have been strongly correlated 
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With their af?nities for the DAT, in keeping With evidence 
implicating mesolimbic DA neurons in drug abuse. Cocaine 
and related drugs bind to the DAT and prevent DA transport. 
Amphetamines gain access to DA nerve terminals by both 
lipophilic diffusion across the plasma membrane and DAT 
mediated transport, releasing DA from vesicular stores and 
evoking DAT-mediated DA release. In each instance, psycho 
stimulants raise the extracellular concentrations of DA, likely 
augmenting DA neurotransmission over longer distances 
and/or durations, and causing behavioral activation. 

Con?rmation of these facts has been obtained by exami 
nation of DAT gene knockout animals. These mice exhibit 
signi?cant locomotor hyperactivity in response to cocaine or 
amphetamine. In the absence of DAT, DA clearance time 
from the extracellular space is markedly prolonged (100-300 
fold) and stimulants fail to further augment extracellular DA 
concentrations. It is interesting that this phenotype is accom 
panied by only 5 fold increases in extracellular DA, presum 
ably due to profound (75-95%) decreases in the DA biosyn 
thetic enzyme TH, DA levels, and DA release. Reduced 
expression of basal ganglia D1 and D2 DA receptors is also 
evident. In spite of loW basal expression of DAT in the hypo 
thalamus, the development of anterior pituitary hypoplasia 
and dWar?sm in DAT knockouts suggests an unanticipated 
importance of the DAT in regulating pituitary function. The 
knockout mice are resistant to the DA neurotoxic effects of 
MPP+ and methamphetamine. 

e. Potential Role of DAT in Human Disorders 

DA neurotransmission has been implicated in various neu 
ropsychiatric disorders, including Parkinson’s disease, 
schizophrenia, Tourette’s syndrome, attention-de?cit disor 
der, and substance abuse. DAT is the primary DA-binding 
protein that functions to remove the neurotransmitter from the 
synaptic space. Given the nonredundancy of the gene, and its 
central role in controlling spatial and temporal aspects of DA 
neurotransmission, the DAT gene has received considerable 
attention as a candidate gene for DA-related neurop sychiatric 
disorders. 
As mentioned above, characterization of the hDAT cDNA 

and gene has identi?ed aVNTR. Although, the role of VNTRs 
in gene function remains obscure, recent evidence suggests 
that these repetitive elements could play a role in transcrip 
tional and post-transcriptional gene expression. There are 
currently no data indicating that the VNTR in the DAT gene 
affects its expression. Nevertheless, the polymorphic VNTR 
serves as a highly informative marker for association and 
linkage analyses. 
The DAT VNTR is 40 bp sequence that is present in the 3' 

nontranslated region of the DAT cDNA and is repeated 3-11 
times. The most common allele contains 10 copies of the 
VNTR. In the US population, the frequency of the allele is 0.7 
among Caucasians and Hispanics, and about 0.54 in African 
Americans. Among Asians, the frequency of the 10 copy 
allele is about 0.9, making the degree of heterozygosity in 
these populations quite loW. The degree of ethnic heteroge 
neity in the DAT VNTR is an important consideration in 
interpreting disease association studies. 

Perhaps the best evidence for involvement of the DAT With 
a disorder comes from Work With attention-de?cit hyperac 
tivity disorder (ADHD). ADHD appears to be familial and 
heritable, and is perhaps the most common childhood-onset 
behavioral disorder. It is Well recognized that ADHD patients 
bene?t from treatment With certain psychostimulants, such as 
methylphenidate and amphetamine, Which directly interact 
With the DAT. The evaluation of DAT as a candidate for 
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susceptibility to ADHD using haplotype-based haplotype 
relative risk analysis. This study found a signi?cant associa 
tion of the 10 copy VNTR polymorphism With ADHD and 
undifferentiated ADHD. Similar results Were independently 
obtained in an Irish population. 

The DAT also has been proposed as a gene candidate for 
Parkinson’s disease oWing to the potential ability of DAT to 
transport neurotoxins into the DA neurons that are destroyed 
in the disease (Miller, 1999b). 
DAT in Parkinson’s Disease. PD is characterized by a 

substantial loss of midbrain DA neurons With a consequent 
loss of DA innervation to forebrain structures. The vulner 
ability of certain subgroups of DA neurons in PD and MPTP 
induced parkinsonism correlates With higher basal levels of 
DAT gene expression. It is conceivable that avid transport of 
neurotoxins or even endogenous DA by the DAT may play a 
role in idiopathic PD. 

Given the extent of DA cell loss, it is not surprising that 
signi?cant decreases in DAT ligand binding sites are detected 
in PD striatum postmortem. DAT binding is reduced equiva 
lently in progressive supranuclear palsy, a disease involving 
global degenerative changes throughout the basal ganglia and 
associated nuclei including the substantia nigra. 
DAT in Alzheimer’s Disease With Parkinsonism. Signs of 

clinical Parkinsonism occur in a sizable proportion (20-40%) 
of patients With Alzheimer’s disease in the absence of classi 
cal neuropathology of PD. Alzheimer’ s subjects With parkin 
sonism exhibit a substantial loss of DAT in the caudate 
putamen, albeit With a distribution Which differs from the loss 
of DAT in idiopathic PD. There is also a signi?cant decline in 
the number of DAT mRNA-positive DA cells in the midbrain, 
as Well as loWer DAT mRNA levels per cell. The profound 
loss of midbrain DA cells Which occurs in PD, hoWever, is not 
seen in parkinsonian Alzheimer’s subjects, and TH expres 
sion is less impacted than the expression of DAT. DA-related 
gene expression, therefore, is impacted differently in Alzhe 
imer’s disease With parkinsonism than in idiopathic PD, 
although the underlying mechanisms are not understood. In 
nonparkinsonian Alzheimer’s subjects, DAT and DA systems 
in general are minimally impacted. 
DAT in Wilson’ s Disease. Wilson’ s disease is an autosomal 

recessive disorder involving mutations of the P-type copper 
ATPase ATP7B, resulting in excess copper deposition. Liver 
and brain are most affected. Varied neurological symptoms 
include parkinsonism, dystonia, and psychosis. Structural 
changes are seen in numerous brain regions including the 
striatum, Where a loss of D2 receptors occurs. DAT ligand 
binding in vivo is decreased in Wilson’s disease to the same 
extent as seen in PD, but Without corresponding pathological 
changes in the substantia nigra. These preliminary data are 
someWhat reminiscent of the changes seen in Alzheimer’s 
disease With parkinsonism and suggest a preferential loss of 
DA nerve terminals or a profound change in DAT biosynthe 
sis, transport, or turnover. 

DAT in Lesch-Nyhan Disease. This X-linked infantile 
onset disease, resulting from the loss of hypoxanthine-gua 
nine phosphoribosyl transferase activity, leads to compulsive 
self-injurious behavior and movement disorders such as dys 
tonia and choreoathetosis. Self-injurious behavior can be 
elicited in rodents by neonatal manipulations of DA function, 
and DA systems seem to be signi?cantly impacted in Lesch 
Nyhan. Striatal DAT density determined by PET imaging 
reported to be decreased 50-75% in a small group of Lesch 
Nyhan subjects; other measures of DA function and total 
striatal volume are also signi?cantly affected in this severe 
disorder. 
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DAT in Tourette’s Syndrome. This disorder is character 

ized by symptoms including obsessions, compulsions, copro 
lalia and involuntary tics. Although the neuropathological 
mechanisms underlying Tourette’s syndrome are unknown, 
the therapeutic bene?t of decreasing DA neurotransmission is 
cited as evidence for the involvement of DA systems. A pro 
vocative study reported 37-50% increases in the density of 
DAT ligand binding in postmortem caudate-putamen from a 
small number of Tourette’s syndrome subjects compared to 
controls. The concentrations of striatal DA and DA metabo 
lites and DA receptor density Were reportedly unchanged. 
More recently, a SPECT imaging study involving a small 
number of Tourette’s subjects reported an equivalent (37%) 
increase in DAT density. It is speculated that an undetermined 
perturbation of DA systems in Tourette’ s syndrome may lead 
to a compensatory upregulation of striatal DAT. 
DAT in Schizophrenia. The longstanding suspicion that 

DA systems are somehoW involved in the etiology, symp 
tomatology and/or treatment response of schizophrenia has 
led to investigations of DAT expression in this disorder. A 
functional study reported alterations in the Vmax and Km for 
DA uptake into cryopreserved nerve terminals from the stria 
tum of schizophrenics relative to age- and sex-matched con 
trols. 
DAT in Chronic Stimulant Abusers. As discussed above, 

the DAT represents a major target protein for cocaine and 
amphetamine-like drugs. Chronic exposure to these drugs 
might therefore be expected to elicit compensatory changes 
in DAT expression. Thus, DAT is strongly implicated in drug 
addiction disorders. 

(iii) CeDAT 
J ayanthi et al. (1998) report the cloning and characteriza 

tion of the C. elegans DAT (CeDAT). CeDAT is highly con 
served With the mammalian catecholamine transporters With 
an amino acid identity of approximately 45%. The gene 
encodes a 615 amino-acidprotein With 12 putative transmem 
brane domains. Mammalian cells expressing CeDAT exhibit 
saturable and high a?inity Na+- and Cl_-dependent DA trans 
port (Km:1.2 uM) and are sensitive to the mammalian DAT 
antagonist GBR 12909 and cocaine, and to the substrate 
d-amphetamine at potencies comparable to their actions on 
human DAT in transfected cells (J ayanthi et al., 1998; Giros et 
al., 1992; Giros and Caron, 1993). CeDAT is also inhibited by 
the tricyclic antidepressant SERT antagonist imipramine and 
the NET-selective antagonist nisoxetine (J ayanthi et al., 
1998). Mammalian DAT proteins are exclusively expressed 
in dopamine neurons. 

Kyte-Doolittle hydrophilicity analysis suggested tWelve 
hydrophobic stretches suitable for formation of TMDs that 
are Well aligned With similar pro?les of transporters in the 
gat1/net gene family. TWo canonical sites for N-linked gly 
cosylation are located in the large hydrophilic loop betWeen 
TMDs 3 and 4, sites analogous to those knoWn to be glyco 
sylated in mammalian catecholamine transporters (Melikian 
et al., 1996). Additional N-glycosylation sites are present in 
the transporter’s amino (N22) and carboxyl (N597) termini. 
The amino and carboxyl termini possess a number of Ser and 
Thr residues that may be targets for regulatory phosphoryla 
tion With tWo PKC sites (Ser45, Ser582) and one casein 
kinase 11 site (Thr580). A cAMP-dependent protein kinase 
site (Ser255) also lies in a putative intracellular loop betWeen 
tmdsTMDs 4 and 5 Within a span of residues (WKGXXTS 
GKVVW (SEQ ID NO:3)) found in all catecholamine trans 
porters. Similarly, a casein kinase 11 site betWeen TMDs 6 and 
7 lies in a highly conserved stretch of sequence (A(Y/F) 
SSYN(D/K)F (SEQ ID NO:4). Comparisons With other gat1/ 
net family members demonstrates highest similarity of 
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CeDAT to mammalian catecholamine transporters. CeDAT 
exhibits 47% amino acid identity With human, mouse, and 
bovine NETs, 43% identity With human, bovine, and rat 
DATs, 37% identity With human, rat and, mouse SERTs, and 
less than 35% identity With other gene family members. 
Sequence divergence suggests the carrier may have arisen 
from a common ancestral transporter before DATs, NETs, 
and ETS formed genetically distinct species. AnAsp residue 
that is conserved in TMD1 of the DA, NE and 5HT transport 
ers from ?y to man (Kitayama et al., 1992; Barker and 
Blakely, 1995) but absent from GABA, glycine, taurine, pro 
line, creatine and taurine transporters, is also present in an 
analogous position (D60) in CeDAT. Thus, there is sequence 
divergence and conservation that is evident comparing 
CeDAT With its most closely related mammalian homologs. 

D. Expression Vectors 
Within certain embodiments, expression vectors are 

employed to express a detectable marker, such as a GFP 
polypeptide, beta-galactosidase, or an antigenic polypeptide. 
Expression requires that appropriate signals be provided in 
the vectors, and Which include various regulatory elements, 
such as enhancers/promoters from both viral and mammalian 
sources that drive expression of the genes of interest in host 
cells. Elements designed to optimiZe messenger RNA stabil 
ity and translatability in host cells also are de?ned. The con 
ditions for the use of a number of dominant drug selection 
markers for establishing permanent, stable cell clones 
expressing the products are also provided, as is an element 
that links expression of the drug selection markers to expres 
sion of the polypeptide. 

Throughout this application, the term “expression con 
struct” is meant to include any type of genetic construct 
containing a nucleic acid coding for a gene product in Which 
part or all of the nucleic acid encoding sequence is capable of 
being transcribed and translated into a polypeptide product. 
An “expression cassette” is de?ned as a nucleic acid encoding 
a gene product under transcriptional control of a promoter. A 
“promoter” refers to a DNA sequence recogniZed by the 
synthetic machinery of the cell, or introduced synthetic 
machinery, required to initiate the speci?c transcription of a 
gene. The phrase “under transcriptional control” means that 
the promoter is in the correct location and orientation in 
relation to the nucleic acid to control RNA polymerase ini 
tiation and expression of the gene. 

The term promoter Will be used here to refer to a group of 
transcriptional control modules that are clustered around the 
initiation site for RNA polymerase II. Much of the thinking 
about hoW promoters are organiZed derives from analyses of 
several viral promoters, including those for the HSV thymi 
dine kinase (tk) and SV40 early transcription units. These 
studies, augmented by more recent Work, have shoWn that 
promoters are composed of discrete functional modules, each 
consisting of approximately 7-20 bp of DNA, and containing 
one or more recognition sites for transcriptional activator or 
repressor proteins. 

At least one module in each promoter functions to position 
the start site for RNA synthesis. The best knoWn example of 
this is the TATA box, but in some promoters lacking a TATA 
box, such as the promoter for the mammalian terminal deoxy 
nucleotidyl transferase gene and the promoter for the SV40 
late genes, a discrete element overlying the start site itself 
helps to ?x the place of initiation. 

Additional promoter elements regulate the frequency of 
transcriptional initiation. Typically, these are located in the 
region 30-1 10 bp upstream of the start site, although a number 
of promoters have recently been shoWn to contain functional 
elements doWnstream of the start site as Well. The spacing 
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betWeen promoter elements frequently is ?exible, so that 
promoter function is preserved When elements are inverted or 
moved relative to one another. In the tk promoter, the spacing 
betWeen promoter elements can be increased to 50 bp apart 
before activity begins to decline. Depending on the promoter, 
it appears that individual elements can function either co 
operatively or independently to activate transcription. 
By attaching a tissue-speci?c or cell-speci?c promoter 

region of a nucleic acid to a reporter or a detectable marker, 
one can obtain tissue-speci?c or cell-speci?c expression of 
the nucleic acid of interest. C. elegans promoter elements 
tend to be relatively short, often less than 1 kb. Both transcrip 
tional and translational fusions can be made. 

To derive neuronal expression of marker genes some pro 
moters contemplated useful in context of the present inven 
tion include the dopamine transporter promoter, the tyrosine 
hydroxylase promoter (encoded by the cat-2 gene), the cha-1 
promoter (expressed in cholinergic neurons), an acr-2 pro 
moter (expressed in cholinergic motor neurons), an unc-30 
promoter (expressed by GABA-ergic neurons), or an unc-4 
promoter (expressed by A-class motomeurons). 

In the case of the dopamine transporter promoter the 
present inventors have shoWn that a ~700 bp region of the 
CeDAT promoter region is responsible for DA neuron spe 
ci?c reporter expression. The CeDAT promoter regions are 
also described in SEQ ID. NO. 1. 
The use of other C. elegans promoters Which are Well 

knoWn in the art to achieve expression of a coding sequence of 
interest are contemplated as Well, provided that the levels of 
expression are su?icient for a given purpose. 

In addition, the use of other viral or mammalian cellular or 
bacterial phage promoters Which are Well-knoWn in the art to 
achieve expression of a coding sequence of interest are con 
templated as Well. 
By employing a promoter With Well-knoWn properties, the 

level and pattern of expression of the protein of interest fol 
loWing transfection or transformation can be optimiZed. Fur 
ther, selection of a promoter that is regulated in response to 
speci?c physiologic signals can permit inducible expression 
of the gene product. 

Enhancers are genetic elements that increase transcription 
from a promoter located at a distant position on the same 
molecule of DNA. Enhancers are organiZed much like pro 
moters. That is, they are composed of many individual ele 
ments, each of Which binds to one or more transcriptional 
proteins. 
The basic distinction betWeen enhancers and promoters is 

operational. An enhancer region as a Whole must be able to 
stimulate transcription at a distance; this need not be true of a 
promoter region or its component elements. On the other 
hand, a promoter must have one or more elements that direct 
initiation of RNA synthesis at a particular site and in a par 
ticular orientation, Whereas enhancers lack these speci?cities. 
Promoters and enhancers are often overlapping and contigu 
ous, often seeming to have a very similar modular organiZa 
tion. 

E. Screening for Modulators of Neuronal Viability and/or 
Signaling 
The present invention comprises methods for screening for 

a variety of substances, including substances that affect neu 
ronal viability; substances that inhibit neuronal cell death; 
substances that prevent neuronal degeneration; substances 
that cause neuronal degeneration, and/ or substances that 
modulate neuronal signaling and function. The present inven 
tion further comprises genetic methods for identifying modu 
lators of neuronal signaling such as modulators of DAT, 
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modulators of dopamine signaling and/ or other elements that 
modulate presynaptic signaling. 

These assays may comprise random screening of large 
libraries of candidate substances; alternatively, the assays 
may be used to focus on particular classes of compounds 
selected With an eye toWards structural attributes that are 
believed to make them more likely to modulate the function of 
neuronal cells, such as knoWn neurotoxins, neurotransmitter 
transporter agonists and antagonists, addictive substances, 
pesticides, therapeutic substances, monoamine oxidase 
inhibitors, and antioxidants. 
By function, it is meant that one may assay for the expres 

sion of a detectable marker expressed selectively in some 
neuronal populations. A decrease or loss in the expression of 
the marker indicates neuronal cell death, apoptosis, degen 
eration, and/or decrease in neuronal viability. On the other 
hand, no difference in the expression of the marker indicates 
that the cells Were either protected from degeneration (if a 
second substance is used) or Were not affected by the sub 
stance. The preferred detectable marker is a ?uorescent pro 
tein as it alloWs for longitudinal studies on live animals, 
although other markers such as beta-galactosidase, enZymes 
that react to produce colored reaction products, may also be 
used. 

To screening for substances that, affect neuronal viability; 
and/ or ability to prevent neuronal degeneration; and/ or cause 
neuronal degeneration; and/or inhibit neuronal cell-death, a 
method Will generally comprise: (a) providing a C. elegans 
that expresses a detectable marker in a neuronal cell; (b) 
exposing the C. elegans to a candidate substance; and (c) 
detecting a change in the expression of the marker relative to 
the expression of the marker before said exposing; Wherein a 
change in the expression of the marker corresponds to a 
change in the viability; and/or ability to prevent neuronal 
degeneration; and/or ability to cause neuronal degeneration; 
and/ or ability to inhibit neuronal cell-death, of the neuron. 

To identify a modulator of dopamine transporter protein 
(DAT), one generally Will determine the function of DAT in 
the presence and absence of the candidate substance. A modu 
lator is de?ned as any substance that alters function. For 
example, a method generally comprises: (a) obtaining a 
recombinant C. elegans that expresses a detectable marker in 
a dopaminergic neuronal cell; (b) exposing said C. elegans to 
a candidate substance; (c) exposing said C. elegans to a neu 
rotoxin that requires a dopamine transporter for intracellular 
access; and (d) detecting any change in the expression of the 
GFP after step (c), Wherein a difference betWeen the mea 
sured characteristics, i.e., expression of marker, indicates that 
said candidate modulator substance is, indeed, a modulator of 
the DAT. 

The invention also describes genetic screening that is 
aimed at identifying the genetic component of the modulators 
of neuronal signaling. Such a method of screening for mol 
ecules that modulate neuronal signaling comprises: (a) 
obtaining a recombinant C. elegans that expresses a detect 
able protein in a neuronal cell Which is a knockout and/or a 
mutant for a component of neuronal signaling; (b) obtaining 
a second recombinant C. elegans that expresses a detectable 
protein in a neuronal cell Which is a (or another) mutant for a 
component of neuronal signaling; (c) comparing the differ 
ences in neuronal viability When exposed to a neurotoxic 
substance in the C. elegans of step (a) With the C. elegans of 
step (b); and (d) identifying the genetic component of the 
mutation. 

Assays may be conducted in cell free systems, in isolated 
cells, or in organisms including transgenic animals, recom 
binant animals, mutated animals. A preferred embodiment 
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uses live animals as this represents the most intact physiology 
and permits high-throughput screening. 

It Will, of course, be understood that all the screening 
methods of the present invention are useful in themselves 
notwithstanding the fact that effective candidates may not be 
found. The invention provides methods for screening for such 
candidates, not solely methods of ?nding them. 

(i) Modulators 
As used herein the term “candidate sub stance” refers to any 

molecule that may potentially inhibit or enhance DAT activ 
ity. The candidate substance may be a protein or fragment 
thereof, a small molecule, or even a nucleic acid molecule. It 
may prove to be the case that the most useful pharmacological 
compounds Will be compounds that are structurally related to 
cocaine, methylphenidate, etc. Using lead compounds to help 
develop improved compounds is knoW as “rational drug 
design” and includes not only comparisons With knoW inhibi 
tors and activators, but predictions relating to the structure of 
target molecules. 
The goal of rational drug design is to produce structural 

analogs of biologically active polypeptides or target com 
pounds. By creating such analogs, it is possible to fashion 
drugs, Which are more active or stable than the natural mol 
ecules, Which have different susceptibility to alteration or 
Which may affect the function of various other molecules. In 
one approach, one Would generate a three-dimensional struc 
ture for a target molecule, or a fragment thereof. This could be 
accomplished by x-ray crystallography, computer modeling 
or by a combination of both approaches. 

It also is possible to use antibodies to ascertain the structure 
of a target compound activator or inhibitor. In principle, this 
approach yields a pharmacore upon Which subsequent drug 
design can be based. It is possible to bypass protein crystal 
lo graphy altogether by generating anti-idiotypic antibodies to 
a functional, pharmacologically active antibody. As a mirror 
image of a mirror image, the binding site of anti-idiotype 
Would be expected to be an analog of the original antigen. The 
anti-idiotype could then be used to identify and isolate pep 
tides from banks of chemically- or biologically-produced 
peptides. Selected peptides Would then serve as the pharma 
core. Anti-idiotypes may be generated using the methods 
described herein for producing antibodies, using an antibody 
as the antigen. 
On the other hand, one may simply acquire, from various 

commercial sources, small molecule libraries that are 
believed to meet the basic criteria for useful drugs in an effort 
to “brute force” the identi?cation of useful compounds. 
Screening of such libraries, including combinatorially gener 
ated libraries (e.g., peptide libraries), is a rapid and ef?cient 
Way to screen large number of related (and unrelated) com 
pounds for activity. Combinatorial approaches also lend 
themselves to rapid evolution of potential drugs by the cre 
ation of second, third and fourth generation compounds mod 
eled of active, but otherWise undesirable compounds. 

Candidate compounds may include fragments or parts of 
naturally-occurring compounds, or may be found as active 
combinations of knoWn compounds, Which are otherWise 
inactive. It is proposed that compounds isolated from natural 
sources, such as animals, bacteria, fungi, plant sources, 
including leaves and bark, and marine samples may be 
assayed as candidates for the presence of potentially useful 
pharmaceutical agents. It Will be understood that the pharma 
ceutical agents to be screened could also be derived or syn 
thesiZed from chemical compositions or man-made com 
pounds. Thus, it is understood that the candidate substance 
identi?ed by the present invention may be peptide, polypep 
tide, polynucleotide, small molecule inhibitors or any other 


























